An anti-monkey fluorescein-labelled serum of rabbit origin was bought from Nordic Diagnostics, Prague, Czechoslovakia. Results with both sera were identical to those obtained with the rabbit anti-SV4o serum.
Three days after initiation the primary cultures consisted of both spindle-shaped and epithelial-like cells. By 7 days nearly all cells were spindle-shaped, when 5 of the 9 cultures were inoculated with virus. After I day some rounding of cells was seen in the inoculated cultures. This had disappeared by the next day. Three weeks after inoculation foci of rounded cells with cytoplasmic vacuoles were observed. Four days later these cytopathological changes were no longer seen. No such lesions were found in the uninoculated control cultures. Approximately 7 weeks after inoculation, foci of epithelioid cells were noted in 3/5 inoculated cultures. By then both the inoculated and the control cultures had been subcultured three times. The epithelioid cells seemed to grow faster than the surrounding fibroblasts, giving them a' heaped-up' appearance. Subsequently the cells were subcultured weekly. By the sixth subculture the control cells as well as the two cultures which did not transform after viral inoculation ceased to grow. The morphological characteristics of transformation (P1. I a) consisted of numerous mitoses, pleomorphic nuclei with many nucleoli and loss of contact inhibition. None of these features was observed in the control cultures (P1. I b). Increased acid production by the transformed cultures was evident. Transformed cultures were tested for the presence of tumour antigen at subcultures I I and 18. In the nuclei of all cells the characteristic granular nuclear staining was seen.
The medium of the transformed cultures was titrated for SV4o at subcultures 4, to, I2, i6 and 25. In all the titre of SV4o varied from lO 2 to Io 3 TCD5o per o.i ml. At subculture 11 the transformed cells were tested for viral antigen. Although now counts were made it was noted that a high percentage of ceils showed brilliant nuclear staining (P1. z). At the zoth, 25th and/6th subcultures cells were again stained for viral antigen and counts were made. Fifty fields were counted at x 4oo magnification. Approximately 75 % of the nuclei showed nuclear staining in these subcultures.
At the 22nd subculture the transformed cells were injected into the cheek pouches of five 4-week-old Syrian hamsters (5 × Io5 cells per animal). None of the animals produced tumours after 3 months.
The morphological changes, increased acid production, loss of contact inhibition and increased ability to persist in serial subculture are evidence of the in vitro transformation of cells derived from human embryonic liver. The presence of tumour antigen in all nuclei and the continuous production of infectious virus indicate that SV4o was the transforming agent. The morphological aspects of transformation are quite similar to those described by others for transformation of human cells, The excellent technical assistance of Mrs W. G. Marls was greatly appreciated.
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